Baseline signal dependence on enzyme concentration in the plate reader setup. The maximum fluorescence, equivalent to the maximum enzyme-tracer complex concentration, was measured at different enzyme concentrations. 1250 nM of SKF were used. The data justifies the homogeneous setup as it proves the insignificance of the background fluorescence at the tested concentration. Furthermore, it suggests that the assay is tuneable to a desired compromise between quality and enzyme consumption
Calculation of final inhibitor concentration
There are two factors of dilution which diminish the concentration of the tested compound in the enzyme binding detection. The first arises from the mixing of the HPLC eluent with the reagents of the enzyme binding detection. It can therefore be called mixing dilution (D M ). D M is easily calculated by dividing the final flow rate in the fluorescence detector (u F ) with the flow rate of the HPLC eluent entering the enzyme binding detection (u E ), because this represents the ratio of volumes in any given time frame.
The second factor is the chromatographic dilution (D C ). It can be calculated assuming a symmetrical peak of Gaussian shape. Based on this assumption, the ratio between the height of a plug of the injection volume and the resulting Gaussian peak equals the dilution factor. Influences are the full width at half maximum (FWHM), the flowrate in the HPLC (u C ) and the injection volume (V i ). It is imperative that the FWHM is taken from the fluorescence and not from the MS chromatogram. The bigger void volume in the enzyme binding detection leads to a broader peak because of diffusion and surface interactions.
By combining these two factors the final concentration (c F ) of the binders can be determined from the injected concentration (c i ).
